PLOS ONE | https://doi.0.024). Moreover, a multivariate logistic regression also identified neoplasm (n = 25; 54.3% vs. n = 17; 29.3%; O.R. 3.45; 95% C.I. 1.23-10.0; p = 0.019) and 72-hr CFB > median (n = 30; 65.2% vs. n = 21; 36.2%; O.R. 4.13; 95% C.I. 1.34-12.66; p = 0.013) as independent factors associated with 28-day mortality. 72-hr CFB values were strongly correlated with the SOFA score (r = 0.445, p < 0.0001). The area under the ROC curve revealed that 72-hr CFB has good discriminative power in associating the development of MODS (0.644, p = 0.002) and predicting subsequent 28-day mortality (0.704, p < 0.0001).
Introduction
Positive fluid balance is a prognostic factor for mortality in patients with sepsis; however, the association between cumulated fluid balance (CFB) and sepsis-induced multi-organ dysfunction syndrome (MODS) has yet to be elucidated. In this study, we sought to determine whether CFB is correlated with MODS and mortality in cases of septic shock.
Methods
The study retrospectively recruited patients with septic shock from the intensive care unit of a tertiary care hospital. Multiple organ dysfunction syndrome (MODS) was identified as sequential organ failure assessment (SOFA) score � 2 in more than one organ system. The CFB is the sum of all daily intake and output. An independent t-test, single and multivariate logistic regression, the receiver operating characteristic (ROC) curves, and the Pearson correlation coefficient were used to determine whether a relationship exists between CFB and the development of MODS and mortality.
Results
Among the 104 patients enrolled in the study, 58 (55.8%) survived more than 28 days, and 73 (70.2%) developed MODS on day 3. The values of CFB in the first 24 hours and 72 hours after diagnosis of septic shock in patients with MODS were higher than these in patients without MODS (1086.6 ± 176.3 vs. 325.5 ± 205.7 ml, p = 0.013 and 2408 ± 361 vs. 873.1 ± 489 ml, p < 0.0001). In a multivariate logistic regression, the independent factors associated with the development of MODS on day 3 were APACHE II score at ICU admission (27.6 ± 7.6 in patients with MODS vs. 20.5 ± 6.4 in those without; O.R. 1.18; 95% C.1 I. 1.08-1.30; p < 0.001), disseminated intravascular coagulopathy (DIC) (n = 28; 38.4% vs. n = 2; 6.5%; O. R. 23.67; 95% C.I. 3.58-156.5; p = 0.001), and CFB in the first 72 hours (72-hr CFB) > median (1767.50ml) (n = 41; 56.2% vs. n = 11; 35.5%; O.R. 3.67; 95% C.I., 1. 18-11.40 ; p = a1111111111 a1111111111 a1111111111 a1111111111 a1111111111
Introduction
Sepsis imposes a heavy healthcare burden and has a profound impact on survival outcomes worldwide [1] . Previous evidence has shown that early goal-directed therapies (EGDT) are associated with improved survival outcomes in patients with severe sepsis and septic shock [2] . EGDT involves aggressive fluid resuscitation, vasopressors, inotropes, and red-cell transfusion within 6 hours of diagnosis with the aim of achieving specific targets in terms of central venous pressure, mean arterial pressure, and central venous oxygen saturation. Since the publication of the above-mentioned study, numerous governing bodies have adopted strict treatment protocols for the management of septic shock [3, 4] . Fluid resuscitation in the initial stage of septic shock is crucial to the restoration of intravascular volume and the maintenance of hemodynamic stability. Nonetheless, the administration of fluids without appropriate monitoring can lead to fluid overload in patients with sepsis [5] .
Emerging evidence suggests that persistent positive fluid balance is associated with adverse clinical outcomes and mortality in cases of sepsis [6] [7] [8] [9] . The European SOAP study demonstrated that cumulative fluid balance (CFB) at 72 hours after the onset of septic shock is a strong predictor of survival [10] . Another recent study revealed that CFB at 72 hours after ICU admission (but not at 24 hours) was independently associated with an elevated risk of mortality [11] . In a study on sepsis patients with induced acute respiratory distress syndrome, it was found that adequate initial fluid resuscitation (defined as fluid administrated � 20 mL/kg with central venous pressure � 8mmHg before initiation of vasopressor therapy) and the conservative administration of fluid in later stages of treatment were associated with superior survival rates [9] . It therefore appears that fluid resuscitation in the initial management of sepsis should be timely and titrated according to the hemodynamic response. The aggressive and/or uncontrolled administration of fluids may be harmful to patients with sepsis.
Organ dysfunction is a hallmark clinical event of sepsis, and multiple organ dysfunction is the most severe outcome of the progression from simple infection to sepsis and septic shock. Sepsis-induced organ dysfunction often manifests as multiple organ dysfunction syndrome (MODS) with a high rate of mortality [12, 13] . A previous study reported that 78% of the patients with septic shock (in an intensive care setting) experienced organ system dysfunction; i.e., only 22% of the patients with severe sepsis presented single organ failure [14] . Previous reports have disclosed many important predictors for sepsis associated MODS including inflammatory cytokines, coagulatory abnormality, and endothelial injury [12, 15, 16] . These factors may cause alteration of microcirculation, decreased organ perfusion, and tissue hypoxia, which all lead to organ dysfunction [17] . Despite extensive research into the association between CFB and mortality in cases of sepsis, the association between CFB and sepsis-induced MODS has yet to be elucidated. In this study, we sought to determine whether CFB correlates with MODS and mortality in patients with septic shock. In addition, we initiated this study because fluid balance is readily accessible in everyday clinical practice in the ICU, and may be used as an early marker for MODS and mortality.
Materials and methods

Study population
Patient data were retrospectively collected from the 36-bed intensive care unit of a tertiary referral center in Taiwan (Chang Gung Memorial Hospital, Linkou Branch). The case-control study recruited 104 patients diagnosed with septic shock between January 1 and June 30, 2018 ( Fig 1) . All adult patients who met the following criteria were included in this study: (a) strongly suspected or proven infection supported by clinical evidence and/or positive bacteriological data followed by treatment with antibiotics; (b) clinically compatible with septic shock, as defined by acute organ dysfunction in the presence of an infection and the need for vasopressor treatment for more than 6 hours [18] . Patient baseline data included age, vital signs, blood gas analysis, organ failure count, and hematologic and biochemical tests. Acute Physiology and Chronic Health Evaluation II (APACHE II) scores and Sequential Organ Failure Assessment (SOFA) score [19] were used to assess illness severity. Underlying medical history was also collected, including diabetes mellitus, hypertension, neurologic disease, congestive heart failure, malignancy, and chronic airway obstruction disease.
Definitions
Organ dysfunction was identified as an SOFA score � 2 in one system in the presence of infection [18] . Multiple organ dysfunction syndrome (MODS) was identified as an SOFA score � 2 in more than one system. The number of organ system failures was determined by SOFA scores on days 1 and 3 after the onset of septic shock. Persistent MODS was defined as cases with persistent MODS on days 1 and 3. No MODS was defined as cases of fewer than 2 organ failures on days 1 and 3. Resolved MODS was defined as cases of MODS on day 1 and fewer than 2 organ failures on day 3. Progressive MODS was defined as cases without MODS on day 1 and �2 organ failures on day 3. Bacteremia was defined as a positive yield of any bacteria in blood cultures during the ICU stay. The origin of sepsis was based on clinical diagnosis. Daily fluid intake was calculated as the sum of all intravenous and oral fluids. The daily fluid output was calculated as the sum of the volumes of urine output, ultrafiltration fluid, drain fluid, and estimated gastrointestinal losses. Insensible losses were also taken into account. The cumulative fluid balance is the sum of all input and output, accumulated over 24, 48, and 72 hours. The insensible loss was included in the sum of output. Disseminated intravascular coagulopathy (DIC) was diagnosed based on the modified International Society on Thrombosis and Haemostasis (ISTH) criteria, where platelet count, D-Dimer, fibrin degradation product and prothrombin time were collected. We also recorded the duration of the ICU stay, hospital stay, vasopressor use, ventilator use, and 28-day mortality. Vasopressor-free days and ventilator-free days were defined as the number of days the patient remained alive without the respective therapies [20] . Daily fluid balance was calculated by subtracting the total fluid output from the total intake. Day 1 was defined as the time between the point at which hypotension was first recorded and the following morning.
Statistical analysis
All data were expressed as mean ± standard error of the mean (SEM) or percentage. Comparison of continuous and nominal variables between two groups was respectively performed using the Student t-test and the chi-square test. The receiver operating characteristic (ROC) curves, and Pearson correlation coefficient were used to determine whether a relationship exists between CFB and the development of MODS and mortality. One-way ANOVA was used for comparison of continuous variables among groups based on the SOFA score and the origin of organ failure. A p value of <0.05 using a two-sided test was considered statistically significant. To determine the predictors for MODS and 28-day mortality, univariate analysis was first performed. All variables with a p value <0.1 in univariate regression analysis were entered into a forward logistic regression analysis model to identify independent predictive factors for the development of MODS and 28-day mortality. All statistical analysis was performed using SPSS software, version 20.0 (SPSS, Inc., Chicago, IL).
Ethics approval and consent to participate
The Chang Gung Medical Foundation Institutional Review Board (201900648B0) approved the study and waived the requirement for informed consent, due to the retrospective nature of the study. 
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Results
Demographic data
During the study period, there were 104 patients who met the inclusion criteria. Among them, 58 (55.8%) survived more than 28 days, as shown in Table 1 . The mean age of the patients was 66.7±14.7 years, and most of them were male (67.3%). The mean APACHE II score of all patients at ICU admission was 25.4±7.9. The mean SOFA score was 10.2±3.1 on day 1 and 9.7 ±3.9 on day 3. MODS developed in 73 patients (70.2%) on day 3. Bacteremia was identified in 69 patients (66.3%). As for the origin of sepsis, pulmonary infection was identified in 72 (69.2%) patients, followed by primary bloodstream (25%), urinary tract (19.2%), soft tissue (13.5%), and intra-abdomen (6.7%). ; p = 0.013) and neoplasm (O.R., 3.45; 95%C.I., 1.23-10.0; p = 0.019) were the only two independent predictors for 28-day mortality in patients with septic shock (Table 3 ).
Fluid balance
CFB in non-survivors was significantly higher than in survivors: at 24 hours (1324±196.8 vs. 491.3±118.4 ml, p = 0.003), 48 hours (2401.8±311.6 vs. 825.7±267.9 ml, p = 0.0001), and 72 7±348.8 ml, p = 0.0001). The cumulative output in non-survivors was also significantly lower at all three time points, as shown in Table 4 and Fig 2A. CFB in patients with MODS was significantly higher than in those without MODS: at 24 hours (1086.6±176.3 vs. 325.5±205.7, ml, p = 0.013) and 72 hours (2408±361 vs. 873.1±489 ml, p<0.0001) as shown in Fig 2B. In patients without MODS or resolved MODS, there was a drop in CFB between 48 and 72 hours. CFB at 72 hours correlated well with SOFA scores (r = 0.445, p<0.0001) ( Fig 3A) ; i.e., a higher SOFA score was associated with a higher CFB at 72 hours (p<0.001 by ANOVA) (Fig 3B) . In patients with persistent MODS or progressed MODS, there was an incremental increase in CFB at 24 hours, 48 hours, and 72 hours after the onset of septic shock (Fig 4) . CFB was higher in patients with persistent MODS or progressed Fluid balance correlates with MODS and mortality in septic shock MODS than in patients without MODS or resolved MODS at 72 hours after the onset of septic shock (Fig 4) . The area under the ROC curve revealed that 72hr-CFB has moderate discriminative power in associating the development of MODS (AUROC, 0.644,95% C.I., 0.530-0.758, p = 0.02, best cut-off value: 2272.0ml) and predicting mortality (AUROC, 0.704, 95%C.I., 0.602-0.806, p<0.001, best cut-off value: 347.5ml). We did not observe significant differences in 72-hr CFB between patients who did or did not present individual organ failure ( Fig 5) . The 72-hr CFB was similar among patients with septic shock due to intra-abdominal infection (4939.4±1256.7), urinary tract infection (2167.4±648.2ml), pulmonary infection (2086.3±317.3 ml), bloodstream (1986.8±645.1ml), and soft tissue infection (1360.9±895.8ml, p = 0.273 using ANOVA) ( Fig 6) .
Discussion
Our findings revealed changes in CFB with the evolution of MODS in patients with septic shock. 72-hr CFB remained unchanged in patients without MODS or with resolved MODS, whereas 72-hr CFB increased incrementally in patients with persistent MODS and progressive MODS. The CFB correlates well with the severity of organ dysfunction, as quantified by SOFA score. ROC curve analysis confirmed that 72-hr CFB has good discriminative power in predicting the development of MODS in patients with septic shock. Our results demonstrate a close association between CFB and MODS development/mortality in patients with septic shock. Our observation of significantly higher CFB in non-survivors than in survivors is in agreement with findings in previous studies (5) (6) (7) (8) . We also observed significantly higher CFB in patients with MODS than in those without MODS at 24 hours and 72 hours after the onset of septic shock. However, there was no statistically significant difference between the 72-hr CFB in each individual organ dysfunction because most septic patients have more than just one dysfunctional organ system.
In the study, MODS on day 3 was not associated with mortality. In previous report [12] , MODS on day 1 is associated with mortality in patients with septic shock. Similarly, our results demonstrated that organ dysfunction status on day 1 of septic shock, indicated by SOFA, is associated with mortality in patients with septic shock in univariate analysis. However, 72-hr cumulated fluid balance > median value and neoplasm were the only two independent predictors for mortality in multivariate analysis. Therefore, neoplasm rather than MODS on day 3 is the major contributor for mortality in the study population. In addition, the status of MODS from day 1 to day 3 may be affected by several factors including adequate antibiotic administration, presence of drug resistance microorganism, and management of septic shock. These factors may explain that MODS on day 3 was not associated with 28-day mortality.
Moreover, note that the association between CFB and MODS was largely overlooked in previous reports. There may be multiple mechanisms by which fluid overload contributes to organ dysfunction. First, elevated central venous pressure could decrease the pressure gradient in organs involved in systemic circulation, with the result that a decrease in blood flow could lead to organ dysfunction. Several studies have reported an association between venous congestion and acute kidney injury [21] , liver dysfunction [22] , and microcirculation failure [23] . Another possible mechanism is glycocalyx damage secondary to sepsis. The integrity of Fluid balance correlates with MODS and mortality in septic shock endothelidal glycocalyx plays a critical role in controlling fluid exchange through the endothelium [24] . Inflammation-mediated glycocalyx injury is responsible for changes in vascular permeability, resulting in the clinical manifestations of sepsis, including acute kidney injury, acute respiratory failure, and tissue edema [17, 25] . Fluid overload may also result in stretching of the heart, leading to the release of atrial and brain natriuretic peptides, which further exacerbate glycocalyx injury [26] . It is also possible that interstitial edema associated with fluid overload in individual organs could contribute to the development of compartment syndrome [27] , which is closely linked to organ dysfunction, and particularly to acute kidney injury, which would further aggravate fluid imbalance.
The study revealed that DIC is an independent predictor of MODS in patients with septic shock. DIC is characterized by the widespread activation of coagulation, resulting in the intravascular formation of fibrin and ultimately thrombotic occlusion of vessels, followed by inconsistencies in oxygen supply and demand [28] . Previous evidence supports the assertion that persistent thrombotic activity in patients with DIC plays an important role in MODS and elevated mortality rates [12] . This is an indication of crosstalk between procoagulation and inflammatory mechanisms in the pathogenesis of organ failure and mortality in septic patients with DIC. MODS is a clinical entity characterized by generalized microvascular thrombosis. It may develop as an aspect of DIC syndrome, particularly in cases of gram-negative sepsis. A previous study on 1,789 ICU patients revealed a significant correlation between the SOFA score and the mortality of patients with DIC [29] . It has been shown that the activated and deregulated endothelium plays a pivotal role in the crosstalk between inflammation and coagulation in cases of sepsis [30] . It has also been reported that sepsis-induced endothelial damage with intravascular fluid re-distribution is associated with the development of septic shock [15] .
Our results indicate that 72-hr CFB is associated with MODS and subsequent death in patients with septic shock. We found that CFB increased incrementally from day 1 to day 3 in patients with persistent MODS, whereas it remained stable in patients with resolved MODS. 72-hr CFB was also shown to have moderate discriminative power for predicting mortality. Overall, these findings suggest that 72-hr CFB may serve as an early predictor of survival in patients with septic shock. Serial measurements of CFB should make it possible to identify the patients who are in the greatest danger. An increase in CFB in the first 72 hours after the onset of septic shock would be indicative of persistent MODS (i.e., particularly vulnerable to mortality), whereas stable CFB would be an indication of resolved MODS. Our results require confirmation in the form of large-scale prospective studies; however, it appears that CFB measurements could perhaps be used as a marker by which to stratify patients in terms of severity. It is likely that the survival outcome of patients presenting a progressive increase in CFB could be improved through appropriate interventions. The interventions listed in Surviving Sepsis Guidelines [31] include the following: prompt analysis to confirm the source of infection, reassessment of antibiotic therapy using microbiological and clinical data, employing a low tidal volume and a limited inspiratory plateau pressure strategy for cases of acute lung injury (ALI)/acute respiratory distress syndrome (ARDS). Nonetheless, further studies will be required to confirm the applicability of CFB monitoring in the management of patients with severe sepsis.
The present study is limited by its retrospective design and relatively small sample size, which no doubt introduced biases in terms of patient selection and/or statistical analysis. We revealed a link between fluid overload and MODS and subsequent mortality; however, there is no way to deduce a cause-and-effect relationship between the two observations at this point. A prospective study comparing the effects of fluid restriction vs. liberal fluid administration will be required to determine whether fluid overload is directly harmful to organ function in patients with septic shock. In addition, central venous pressure (CVP), albumin, long-term hemodialysis and ARDS are important determining factor for CFB, but such information was not fully obtained in this study due to its retrospective nature.
In conclusion, we observed elevated 72-hr CFB values in cases of sepsis-induced MODS. CFB was shown to increase concomitantly with the progression of MODS in patients with septic shock, which suggests that fluid overload plays a critical role in progression from MODS to mortality. It appears that CFB (particularly 72-hr CFB) could be used to monitor the status of MODS in patients with septic shock as an early predictor of mortality.
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